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T cell repertoire and the presence of opportunistic nfectious post 
transplant. Thymic fimction may be preselwed in patients who 
receive reduced intensity preparative regimens leading to 
enhanced T cell neogenesis following transplant. Alternatively, 
the presence of mixed hematopoietic/13qnphoid chimerism follow- 
ing non-nayeloablative regimens may adversely impact thymic 
function. To examine these alternatives we examined reconstitu- 
tion of TREC in 12 patients who received a NM-HSCT from 
HLA-identical siblings or unrelated onors. The conditioning 
regimen consisted of fludarabine (30 mg/m2/day x 4) and IV 
busulfan (0.8 mg/kg/day x 4). GVHD prophylaxis consisted of 
prednisone and cyclosporine. Only 20% of patients developed 
transient neutropenia (ANC <500/all) following transplant. Mixed 
hematopoietic chimerism was established in all patients. TREC 
were measured by quantitative PCR in genomic DNA extracted 
from PBMC prior to transplant and then at the 1, 3, 6 and 12 
month time points. TREC values decreased by 1.5 logs 1 month 
post transplant and recovered to pre-transplant levels at 3 and 6 
months after transplant. In contrast to recovel T after myeloabla- 
tive regimens, TREC values remained higher after NM-HSCT 
and no patients had undetectable TREC values. These results 
indicate that thymic function is preserved after reduced intensity 
conditioning and that T cell neogenesis remains relatively intact 
following transplant. Further studies will examine the influence of 
chimerism and GVHD on TREC recovery. These observations 
support he hypothesis that T cell function reconstitutes more 
rapidly in patients who receive allogeneic hematopoietic stem cells 
following non-myeloablative conditioning. 
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FUNCTIONAL ANALYSES OF CYTOMEGALOVIRUS-SPECIFIC LONG- 
TERM MEMORY EFFECTOR CELLS 
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3/Iavvow T~:a~stdm~tatio~, 3/[emorial Sloa~-k~'tte~'i~g Ca~cev Ce~te~, 
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Expression of CCR7 and CD45RA have recently been used for 
sub-classifications of"memory T cells. CCR7+CD45RA-CD8+ lym~ 
phocytes, central memory cel]s, lacking immediate effector ftmetion, 
develop into CCRT-CD45RA-CD8+ cells upon secondary stinrula- 
tion, termed effector memory cells. Subsequendy, these cells can fur- 
ther develop into a CCR7-CD45RA+ cell subset. I  is speculated that 
these ceils are ten~ainally differentiated, finally u dergoing apoptosis. 
~,'Vhen we analyze cytomegalovin~s (CMV) peptide-specific T cells 
of HLA-A*0201+, seropositive donors, stained and isolated with 
MHC tetranaers complexed withA*0201-restricted NLVPMVATV 
epitope, we demonstrate in 3 CMV+/A*0201+ donors tested that 
>90% of the MHC-tewamer+ T-cell population iscontained within 
the CCRT-CD45RA+ memou-cell subset. All of these cells stained 
positively for intracellular perforin, whereas none of the CCR7 
expressing CD8+ cells stained positive for perforin. We purified the 
CCRT-CD45RA+ memory-cell subset (>95% purity by ilmnunoab- 
sorption) and found that we enriched the NLVPMVATV-peptide 
specific T-cell population by 2-3 fold (up to 12 % ofMHC tetramer+ 
cells) within the isolated cell fraction compared to 1-4% oftetramer+ 
cells within the non-purified CDS+ cell-population. Although the 
isolated CCR7-CD45RA+ contained 12% of NLVPMVATV-epi-  
tope specific T cells and all cells stained positive f r intracellular per- 
forin, these ceils failed to lyse or to produce intracellular IFN-y in 
response to peptide pulsed K562 cells, transduced to xpress A*0201 
(K562/A*0201) or CMV infected MRC-5 fibroblasts. However, 
when these cells were stimulated with NLVPMVATV-pulsed 
monocyte-derived dendritic ells for 10 dayg and re-analyzed, the T 
cells generated were now CCR7-CD45RA-, of which 98% were 
MHC-tetramer+. Furthermore, 89% p'roduced intracellular [FN-y 
in response to stimulation withpeptide pulsed K562/A*0201 and 
11% in response to CMV-infected MRC-5 fibroblasts. These results 
therefore suggest that CCR7-CD45RA+ ceils are not terminally dif- 
ferentiated and can give rise to highly functional effector cells, pro- 
vided these cells are re-activated and converted to CD45RA- effector 
memory cells. Isolation of CCRT-CD45RA+ T-cell populations may 
offer a new approach for the rapid selection and generation ofvirai- 
antigen specific T cells, since multiple epitope-specific T cells may 
be contained within this memory T-cell pool. 
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T CELL FUNCTION AND CYTORINES IN AUTOLOGOUS PBSC 
TRANSPLANTATION: COMPARATIVE ANALYSIS OF IMMUNE CELL 
POPULATIONS WITHIN THE PBSC GRAFT VS BLOOD POST 
TRANSPLANT 
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Prompt imnmne reconstitution has been noted in autologous 
peripheral blood stem cell (PBSC) transplant recipients, perhaps 
related to increased number of T cells and higher cytokine levels 
in the PBSC graft relative to marrow. Currently it is unknown 
whether qualitative and/or quantitative characteristics of the 
PBSC graft influence subsequent imnmne reconstitution post 
transplant. To address this, we analyzed various immune parame- 
ters of the PBSC product and compared this to peripheral blood 
from the same patients early post transplant. Five patients were 
studied within 1-2 months post transplant, having recovered from 
the acute toxicity of the myeloablative therapy. Innnunopheno- 
typing was performed on fresh peripheral blood or thawed cells 
from the PBSC product using a panel of monoclonal ntibodies to 
assess T, B, NK cells, and T cell subsets. T ceil antigen receptor 
(TCR) signaling was assessed by measuring upregulation of sur- 
face activation markers CD69 and CD25 post anti-CD3 stimula- 
tion. Thl and Th2 cytokines were quantitated by real time PCR, 
measuring basal and anti-CD3 stimulated mRNA levels of IL-2, 
IL-4, IL-5 and IFN7. Of note, the PBSC product contained 0-3 % 
B cells, similar to that seen post transplant, W~hile NK ceils 
accounted for 8-I2% of the graft, this was the predominant cell 
type early post transplant. T cells (CD4 and CD8) were the pre- 
dominant cell type in the PBSC graft, accounting for nearly 75% 
of the total lymphocytes. While the CD4:8 ratio and 
CD45RA:RO ratio was shnilar in the pre and post transplant set- 
ting, a relative decrease in T cell numbers was noted post trans- 
plant.TCR-mediated responses (CD25 and CD69 upregulation) 
were intact in the PBSC product, and somewhat decreased in the 
post transplant setting. IFN 7 was markedly elevated in the blood 
post transplant (16 fold increase) relative to levels noted in the 
PBSC graft. Similarly, IL-2 and IL-4 levels were also increased 
(2-4 fold) post transplant. In conclusion, the imnmnophenotype 
of the PBSC graft did not correlate with that noted in the periph- 
eral blood early post transplant. Furthernaore, the finding of umd- 
erately intact TCR-mediated responses and increased Thl  and 
Th2 cytokines uggests that T cells appearing early post PBSC 
transplant are functional and capable of mediating immune 
responses. 
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THE T LYMPHOCYTE RESPONSE TO ASPERGILLUS (ASP) RESULTS IN 
RAPID TNF-cc, IFN-7 AND IL-2 INTRACELLULAR CYTOKINE (ICC) 
PRODUCTION AND CAN OCCUR WITHOUT APCS 
Hearse/, N.; EL Has, rap, I.; Ba~v'ett, ,7, Ste111 Cell A/logelzeic Tl'a1~splal~- 
tatioJ7 SectioJ~, Hell~ntolo©, B1vT~ch, NHLBI, Natio~zLI1 b~stitzttes of" 
Health, DHHS, Bethe.rchT, 3lID. 
\¥e studied T cell responses to aspergillus to develop ossible 
immunotherapy strategies to treat invasive aspergillosis after allo- 
geneic stem cell transplant. T cell responses to Asp were evaluat- 
ed using PBMC obtained by apheresis from healthy volunteers. 
Heat-killed, irradiated, sonicated hyphae and conidia of Aspergillm" 
f'a~1dg~tlls were used as antigens. Intracellular production of IL-2, 
IL-4, IL-5, IL-10, IL-13, TNF-0~ and IFN-¥ by CD4 and IL-2, 
TNF-ct and IFN- 7 by CD8 cells was measured by flow cytome- 
try. Proliferation responses was measured by 5-day tritiated 
thymidiffe incorporation. T cell responses were further character- 
ized using a panel of 21 TCR V~ mouoclonal antibodies. The 
predominant cytoldnes detected after a 6-hour exposure to Asp 
cotiidia aud hyphae were IL-2, IFN-7 and TNF-ct. Normal sub- 
jects were tested by ICC. See TABLE. Proliferation to conidia 
and hyphae was tested in 15 leukapheresis samples. Stimulation 
indices (S]) varied from 2-30 (hyphae) and 3-18 (conidia). TCR
V[} analysis showed expansion in CD4 and CD8 T cells. The V[3 
profile after 5-day stimulation showed preferential expansion of 
V135.2, 11, 13.6 and 23, independent of HLA type. We next 
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